(N) IFN-λ production was decreased in GdX-deficient pDCs after stimulation by TLR agonists for 16 h.
(O and P) Chemokines from GdX-deficient CD24 -cDCs were analyzed by ELISA after stimulation by TLR agonists for 16 h. The results were presented as mean ±SEM from three repeats. *, p < 0.05; **, p < 0.01; ***, p < 0.001.
(Q-T) Cytokine production (IL-6 and TNF-α) in supernatants of GMDCs and BMDMs after LPS stimulation (100 ng/mL) for 16 h were measured by ELISA. The results were presented as mean ± SEM from three repeats. *, p < 0.05; **, p < 0.01; ***, p < 0.001. (B and C) GdX promoted the transcriptional activity of NF-κB. HEK293T cells, with or without over-expression of GdX, were co-transfected with NF-κB luciferase reporter (NF-κB-luc) and Renilla luciferase reporter. Relative luciferase activities were determined in three independent experiments after the cells were treated with TNF-α (10 ng/mL) (B) and LPS (100ng/ml) (C) for 8 h. (D and E) The interaction of TC45 and p65 was increased in GdX-depleted (KO)
GMDCs and BMDMs. GMDCs (D) and BMDMs (E) were used to perform the endogenous IP assay with TNF-α (10 ng/mL) treatment for 15 min. GMDCs and
BMDMs from wildtype (WT) mice were used as controls.
(F) A docking model of the competition of GdX with TC45 to interact with p65. While TC45 interacts with p65 (a), there are two helixes in TC45 which are free from 4 interacting with p65 but are able to associate with GdX (b). In this way, GdX occupies the interface of TC45 to complete off p65 (c).
Figure S4. Related to Figure 4
(A) The level of p-p65 was decreased in GdX-depleted splenocytes. Splenocytes were treated with LPS (100ng/ml) and then subjected to starvation for indicated times. Levels of p-p65 imaged at different exposure times (S, short; L, long) were showed.
(B) Over-expression of GdX inhibited p65 dephosphorylation in response to TNF-α treatment.
(C) GdX increased the DNA binding ability of p65. DC2.4 cells were infected by an adenovirus expressing GFP or GdX and were stimulated with TNF-α (10 ng/mL) for the 15 min, and then subjected to starvation. Chromatin was immunoprecipitated with an antibody against p65. PCR was performed by using primers targeting NF-κB binding sites on the IL-6 gene promoter. Five percent of the precipitated chromatin was assayed to verify an equal loading (Input).
(D) Real time PCR was used to quantify the amounts of chromatin-immunoprecipitated DNA from B. (A) The interaction of p65 and PP2A was decreased when TC45 was knock down. TC45
was depleted by transfection with a siRNA targeting TC45 (siTC45) in HEK293T cells for 36 h before harvesting the cells. An IP was performed using an antibody against HA.
(B) p65, PP2A and TC45 formed a complex. IP experiments were performed by using anti-p65, anti-PP2A or anti-TC45 antibody after HEK293T cells were transfected with
Flag-p65, HA-PP2A and HA-TC45 for 24 h.
(C and D) The interaction of PP2A and p65 was increased in GdX-depleted cells. (E) GdX(L29P) mutant failed to decrease the interaction of PP2A and p65. HEK293T cells were transfected with the indicated plasmids before the IP experiment.
GMDCs (C) and BMDMs (D) derived from GdX
(F) GdX(L29P) mutant failed to decrease the interaction of PP2A and TC45.
(G) PP2A and TC45 synergistically inhibited the transcriptional activity of NF-κB.
(H) GdX rescued the PP2A-mediated dephosphorylation of p-p65. HEK293T cells were transfected with the indicated plasmids. The protein expression levels were examined by Western blot.
(I) GdX rescued the TC45-induced the inhibition of transcriptional activity of NF-κB.
(J) GdX rescued the PP2A-induced the inhibition of transcriptional activity of NF-κB.
Luciferase activity was measured at 36 h after transfection with the indicated plasmids
and the results were presented as mean ± SD from three repeats. **, p < 0.01; ***, p < 0.001. 
Supplemental Experimental Procedures

Isolation of cells from tissues
For isolation DCs from spleen and thymus, tissue was minced with scissors and digested with 0.1 mg/ml DNaseI (Roche Molecular Biochemicals) and 1 mg/ml collagenase III (Worthington Biochemical) at 37°C for 25 min. Then, light-density cells were isolated in 1.077 g/cm 3 (spleen) or 1.076 g/cm 3 (thymus) Nycodenz (Axis-Shield) medium by centrifugation for 10 min at 1700 g. Additionally, splenocytes were incubated with mAb against CD3, CD90, TER119, Ly6G and CD19, followed by removal of non DC using anti-immunoglobulin (Ig)-coated magnetic beads (Bangs Laboratories). The enriched cells were stained with DC-specific markers and sorted.
For isolation lymphocytes from intestine lamina propria, the small intestine was taken out and removed off the mesentery, Peyer's patches, fat and content. The small intestine was then moved into the medium (RPMI 1640, 1% P/S, 5 mM EDTA, 20 mM HEPES) and shook in 37°C incubator at 190 rpm for 30 min to wash off the epithelial cells. The remaining tissue was minced and digested with 10 U/ml collagenase CLISPA (Worthington Biochemical) and 0.1 mg/ml DNaseI at 37°C for 40 min. Subsequently, heavy-density cells were purified in 40% Percoll (GE Healthcare) by centrifugation for 10 min at 800 g.
For isolation of BM progenitors, the BM cells were depleted of red blood cells and followed by light-density separation (1.086 g/cm 3 Nycodenz, 1700 g, 10 min) and then immune-magnetic bead negative selection (BM lineage cocktail: CD2, CD3, CD8, B220, CD11b, TER119, Ly6G).
Other immune cells were isolated from spleen, thymus and BM after removal of red blood cells.
Flow cytometry and antibodies
Single-cell suspensions were prepared and blocked in rat immunoglobulin (Jackson 
Antigen presentation assay
The OT-I CD8 + and OT-II CD4 + T cells were isolated from the spleen of OT-I or 
Chromatin Immunoprecipitation (ChIP) Assay
A modified protocol from Upstate Biotechnology was used. Briefly, cells were fixed at 37°C for 10 min with 1% formaldehyde for crosslinking. The cells were resuspended in 500 ul of ChIP lysis buffer and mixed at 4°C and then sonicated for 30 s at level 2 (Ultrasonic Processor, Sonics) to yield DNA fragments that were 100-500 bp in size.
Eluted DNA was recovered with QIAquick columns (Qiagen, Germany) and used as templates for PCR amplifications. The input control was from the supernatant before 9 precipitation. The fragment corresponding to the NF-κB binding site in the IL-6 promoter was amplified by PCR with primers 5'-TGCTCAAGTGCTGAGTCACT-3' and 5'-AGACTCATGGGAAAATCCCA-3'. Real time PCR was used to quantify the precipitated DNA fragments.
Immunofluorescent Analysis
Hela cells were plated on glass coverslips in 6-well dishes, incubated overnight at 37°C, and then infected with adenovirus. 24 h after infection, cells were rinsed with PBS three times, fixed with 4% paraformaldehyde in PBS for 15-20 min at room temperature, and permeabilized with 0.2% Triton X-100 in PBS for 10 min. Cells were blocked with 10% goat serum for 1 h at room temperature. The primary antibodies, diluted in PBS with 3% bovine serum albumin, were incubated overnight at 4°C, and bound antibodies were detected with secondary antibodies conjugated with TRITC (red) for 1 h at room temperature. Finally, cells were stained with DAPI. Stained cells were analyzed with a laser scanning confocal microscopy (OLYMPUS FV10i-Oil).
